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(57) Analogs of regulators of complement activation (RCA) proteins which have altered specificities and 
affinities for the targets C3b and/or C4b are described. These analogs are obtained by substituting 
amino acids which effect the binding of these proteins, identified as amino acids 35, 64-65, 92-94 (C4b) 
and the sequence S-T-K-P-(P-I-C)-Q (C3b) in the CR1 protein can be transferred to corresponding 
regions of CR1 or of additional members of the RCA family. Analogs can also be designed by 
substituting amino acids which affect the binding of these proteins into homologous regions of 
noncorresponding SCRs of CR1 or other family members. 
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Technical Field 

o( .ys,em Which h,v. modified bi„<„„g CSS.Si"" " °">""- ' 

Background Art 

"a.terna«ve pathway;, the in^portantp^l^inS^^^^^^ 

and ^arks them for destruction or clearance. cLtTen™ rZ r"'""" ^"''^tances 
co,,ect,vely designated "C3 convertase." One form of C3 conJe^^^^^ P^°'«°'y*'<= enzymes 

the assocation of the proteins C4b and C2a Th^nV^..^ generated In the classical pathway by 

ciation of C3b and 8b. Both C3 convertaJes cin asfoir iH P-'^^-aV by assl 

vertases, C3bBbC3b and C4bC2aC3b both o^w^fch ar"^^^^^^^^^^ '"''r^' ^""^""'^ '° the C5 con 
compiex Which can cause cell lysis, and in the p«n of cS^ a^^^^^ 

C3b_and less directly. C4b. are agonists in the comp emen system ^ P^-flammatory agent. Thus, both 
The diagram below shows these relationships- ^ 
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nisms whereby various components ofle coll^mpnTr; L r^"' """^ ^"''"^'^ P^^^''^^ -^^cha- 
.estroye, espeC, when ^ss:^: r^h^XS a7:rJro:s^^ ^ 

C4b from C2a FacilitaLn ofd sso^ato^^ °' convertases-i.e., C3b from Bb and 

also involve reversible bindlngTtS a^on s^^^^^^^^^^ 

association. The other mechanism which «n LI !, components, thus preventing their re- 

age Of the C3 convertaTe componente^ o^ cT^TT ^^^'^''^ '^^"^ P^°»«°'y«c cleav- 

occurs only in the presence oTaTo air 80S geneS;, Z^^Z f ' "''^ ''^"^^^'^''^ "^'^^^^^ 

of C3b and C4b and the inactivation of C3b and C4h^lr! k ?^ mechanisms, the facilitation of dissociation 
Of the alternative pathway C5 rn^ertale (C3bBbC^^^^^ T.T T""^f ^^^'^ '° 

The proteins encoded by a regiorof tS a!nnm i k k ''^''^^^ convertase (C4bC2aC3b). 

vation" (RCA) gene cluster are inXd in both of Z f ■ " ""^'^"^'^^ complement act - 

Six proteins are encoded by t^irSo" Th^e^ LmZ- ^^^^^^^^^^ ^ 
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Name 



?fiT^^ . ^^^^y Acceleration 
Ligand(s) (Dissociation) 



CRl 
MCP 
DAF 



C3b/C4b 
C3b/C4b 

C3b/C4b 
C3 Convertases 
C4bp C4b 
Factor H C3b 
C3dg 



Cofactor 
Activity 



+■ 



These proteins share certain structural similarities which will be further described below 

eration factor (DAF) and complemen reSpS 1^^^^^^^^^^^ two membrane proteins designated decay accel- 
and CRI While reversible binding ^^ CslTll^^^^^^^^^ ^^^^^ C4bp, DAP 

mentioned factor H and C4bp in rpllsma jnd bv cm ^^^^^ ^^"^'^^ ^^^"^^^"^ ^^ove- 

face. Cofactor activity for cleLaeofAhTo« . 1 membrane cofactor protein (MCP) at the cell sur- 
age of C4b is effec X^^bp 'cR 3 ' tlCP f ''''' ^CP while cofactor activity for cleav- 

2 (CR2). has this cofac^^c'vi'ty at the c^^ '=°'"P'^--' 

dissor«oractrv.t~ ^ct- i?:;\r hS- r ^ • --'^-^ 

and possibly CR2 have only irreversib e Sa'to ^cS^^^tP^^^^^^^^ DAFrn'^Mrp'-'f'""''"" 

C4bp interacts primarily with C4b. and factor H iSr^l Jpriml.rwith C3b ^''^ 

..gXt^^^^^ Of these proteins as 

^^J^^^h^^a^r^^^^^^^ 

SCR-containlng and non-SCR co^Sl^g ^egio^s "^^^ theN t 1'' °^9anization of the RCA proteins into 
totransmembranedomain.Ctocytop.asrdrn--r^^^^^ 
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U to domain with unknown significance and D to a disulfide bridge-containing domain. 

It is seen that there is considerable uniformity across the RCA family of proteins. All of them are composed 
of 60-70 amino acid repeating units commonly designated "short consensus repeats" (SCRs). Each SCR 
shares a number of invariant or highly conserved amino acid residues with other SCRs in the same protein or 
5 SCRs in other family members. Those members of the family which are membrane bound also have, at their 
C-termini, transmembrane regions and intracellular regions or else they have a glycolipid anchor. 

The SCRs form the extracellular portions of those members of the family which are membrane- bound and 
almost alt of the protein structure in the secreted members. Two covalently-crosstinked cysteine pairs establish^' . 
two loops within each SCR. The smallest family members are DAF and MCP; each contains 4 SCRs followed " ^ ^ 
10 by an O-linked glycosylation region. DAF is terminated with a glycolipid anchor while MCP ends with an ex- 
tracytoplasmic segment of unknown significance, a transmembrane region and an intracellular domain. Of the 
secreted members of the family, factor H contains 20 SCRs, while the native form of C4bp is an association of 
seven subunits of 8 SCRs (the C4bp alpha chains) and one subunit of 3 SCRs (the C4bp beta chain). Both 
C4bp chains conclude with non-SCR domains that interconnect the chains through disulfide linkages. CR2 cen- 
ts tains 1 6 SCRs, a transmembrane region and an intracellular domain. CR1 contains 4 repeating units of 7 similar 
SCRs (long homologous repeats or LHRs) numbered 1-28 followed by an additional 2 SCRs designated 29 
and 30, a transmembrane region and an intracellular region. 

Klickstein, L.B., et al., J Exp Med (1988) 168:1699-1717. described the identification of distinct C3b and 
C4b recognition sites in CR1 using deletion mutagenesis. They concluded that a single primary C4b binding 
20 site requires SCR 1-2, while two major C3b-binding sites requires SCR 8-9 and SCR 15-16. C3b cofactor ac- 
tivity requires SCR 8-9 and SCR 15-16. Kalll, K.R., J Exp Med (1991) 174:1451-1460, showed that C3b-binding 
and cofactor activity also required SCR 10-11 and SCR 17-18. Since SCR 10-11, SCR 17-18, and SCR 3-4 
are practically identical, it is SCR 1-2, SCR 8-9 and SCR 15-16 that determine the specificity of the three major 
active sites of CR1. 

25 Hourcade, D,, et al., J Exp Med (1988) 168:1255-1270, described a cDNA clone designated CR1-4 that 

encodes the first 8 and one-half amino terminal SCRs of CR1. This cDNA was transfected into COS cells and 
this resulted in the synthesis of a secreted truncated form of CR1 with a molecular weight of 78 kd (Krych et 
al., 1991). This shortened form of the protein, as shown hereinbelow, binds mainly C4b. 

The multiple binding sites of CR1 can cooperate in their interactions with C3b-containing targets. Cells 

30 transfected with DAF or MCP genetic constructs and expressing surface DAF or MCP conferred substantial 
increases in resistance to complement-mediated cell lysis (Lublin, D.M., et al., J Exp Med (19 ) 174 :35; Oglesby, 
T.J., et al., Trans Assoc Am Phys (1991) Ciy:164-172; White, D.J.G., et al., Transplant Proc (1992) 24:474- 
476). [n vitro , CR1 binds C3b-C3b dimers much more tightly than C3b monomers because binding to dimers 
can occur simultaneously at two sites in the same CR1 molecule (Wong and Fanrell J Immunol (1991) 146 :656; 

35 Ross and Medof Adv Immunol (1985) 37:217). Deletion of one of the two primary C3b-binding sites can reduce 
the binding of CR1 to C3b-C3b by a factor of 10 (Wong and Fan-ell J Immunol (1991) 146:656.) It is likely that 
the primary C4b binding site also cooperates with the primary C3b-binding sites in interactions with targets that 
contain both C3b and C4b. These effects have an Important consequence in vivo : CR1 has a higher affinity for 
targets densely coated with C3b and with targets densely coated with C3b plus C4b. 

40 In addition, the C5 convertases, which are Important in the stimulation of inflammation and in lysis of some 

target cells, are composed of multiple CR1 ligands: The classical C5 convertase contains C3b and C4b 
(C4bC3bC2a) while the alternative pathway C5 convertase contains two C3b proteins (C3bC3bBb). Inactivation 
of the C5 convertases by CR1 can also involve cooperation between more than one CR1 binding site. Indeed, 
it has been shown (Wong and Fanrell J Immunol (1991) 146:656) that more than one CR1 C3b-binding site 

45 may be essential for effective inhibition of alternative pathway C3 and C5 convertases. 

It is recognized that the proteins encoded by the RCA gene cluster could be prepared recombinantly and 
used in diagnosis and therapy for the regulation of the complement system. The problems of transplantation 
of xenografts were reviewed by Piatt, J.L. et al., in Immunology Today , (1990) 1 1 :450-457. Evidence has ac- 
cumulated that the immediate hyperacute rejection of discordant xenografts is caused by recipient complement 

50 activity. Transgenic animals expressing human complement regulators (such as DAF or MCP) on cell surfaces 
could be an abundant source of organs that would be protected form hyperacute rejection in human recipients. 
A soluble complement inhibitor could also play a role in protecting xenografts from complement-mediated re- 
jection (Pruitt, S.K., etal.. Transplantation (1991) 52:868-873). 

The ability of a recombinant soluble form of CR1 to inhibit inflammation in the reversed passive Arthus re- 

55 action in rats was described by Yeh, C.G., et al., J Immunol (1991) 146:250-256. It was also shown to inhibit 
complement- and neutrophil-mediated tissue Injury in models of lung and dermal vascular injury (Mulligan, M.S., 
etal., J Immunol (1992) 148:1479-1485). This soluble CR1 was obtained in Chinese hamster ovary (CHO) cells 
from expression of a CR1 genetic construct which had been mutated to remove the transmembrane and cyto- 
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plasmic domains. The ability of a similar soluble CR1 , produced also recombinantly in CHO cells, to inhibit post- 
ischemic myocardial inflammation and necrosis in rats was reported by Weissman. H.F., et al Science (1990) 
249:1467151. ' 

Proteins related to the RCA proteins have also been shown to be produced by viruses, presumably as a 
mechanism whereby infection by the virus can be facilitated (Kotwaal, J., et al.. Nature (1988) 335-176-178- 
McNearney,T.A..JExE_Med (1987) 166:1525-1535). 

Complete inhibition of the complement system on a long-term basis is not likely to be desirable in most 
individuals. In some cases of autoimmune disease, inhibition of the classical pathway alone may be sufficient 
In the case of the xenograft, however, stringent inhibition of both pathways may be important. Similar stringency 
may be required for other applications. Accordingly, alternative modulators of the complement system with reg- 
ulatable binding activities would be desirable. The present invention provides a means to prepare modified 
fomis of RCA-encoded proteins with altered binding specificities and affinities which permit closely controlled 
modulation of the complement system. 

Disclosure of the Invention 

The invention is directed to analogs of RCA-encoded proteins which analogs are modified full-length or 
truncated fomris of these regulatory proteins. These analogs also include modifications of RCA hybrids which 
can contain one or more SCRs from more than one RCA protein, and modifications of RCA recombinants in 
which SCRs are arranged in new orders. The modifications reside in the adjustment of the binding specificity 
and affinity of the analog as compared to the protein including the truncated, hybrid or recombined form thereof 
from which the modification was taken. These analogs are useful in controlling the complement system and 
thus may be useful in the treatment of autoimmune diseases, the suppression of rejection of transplants in 
diagnosis and the reduction in tissue damage associated with myocardial infarctions and cerebral vascular ac- 
cidents. They may also play a role in the diagnosis of conditions associated with complement activation and 
immune complex formation. 

Thus, in one aspect, the invention is directed to analogs of RCA-encoded proteins including their truncated 
hybrid, and recombined forms, which analogs have different binding specificities and/or affinities from the un- 
modified protein. In another aspect, the invention is directed to recombinant materials useful in the production 
of these analogs. In still another aspect, the invention is directed to pharmaceutical compositions wherein these 
analogs are active ingredients and to methods of diagnosis using these analogs. In still another aspect the in- 
vention IS directed to methods of preparing the analogs of the invention. 

Brief Description of the Drawings 

Figure 1 shows schematically the structures and relationships of RCA-encoded proteins. A. The short con- 
sensus repeat is shown with highly conserved residues indicated. B. SCR organization of the RCA proteins 

Figure 2 shows the amino acid sequences of SCR-1, SCR-2, SCR-8 and SCR-9 of full-length CR1 The 
ammo acid sequences of SCR 1 5-1 6 are identical to those of SCR 8-9 excepting the presence of a T at position 
110. The enumeration is consistent with that of Hourcade et al., J Exp Med (1988) 168:1255-1270. with the 
first amino acid (Q) of the mature receptor designated as amino acid #1. The corresponding position in CR1 
SCR 8 is similarly designated. 

Figure 3 shows the amino acid sequence of a mutated form of CR1-4, (CR1-4(3b), in which SCRs 1 and 
2 of CR1-4 have been replaced by SCR 8-9 of CR4. 

Modes of Carrying Out the Invention 

The invention provides a family of RCA protein analogs which can be used to modulate the complement 
system to adjust its activity in the face of various biological situations. The ability, provided by the invention 
herein, to adjust the binding specificity of the members of this protein family in both membrane-bound and solu- 
ble forms, permits the modulation to be adjusted to accommodate either long-term or short-term needs with 
respect to regulating the complement system, as well as affecting its activity by adjusting the balance between 
the classical and alternative pathways. Identification of the C4b and C3b-binding sites in CR1. combined with 
the knowledge of the corresponding sequences genetically coded into the remaining members of the RCA fam- 
ily permits production of a wide range of analogs with predetennined specificity and affinity. 

The identification of the amino acid sequences essential (or refractory) to binding to C4b and C3b permits 
transposition of similar sequences into corresponding regions of the same protein or corresponding regions of 
other family members or alteration of sequences which bind these proteins so as to alter their affinities Cor- 
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responding regions can be identified by degree of annino acid sequence homology. In the case of CR1, four 
corresponding regions of interest are SCR 1 -2, SCR 8-9, SCR 1 5-1 6 and SCR 22-23. The SCR portions labeled 
2-3 in Figure 1 for DAF correspond to those labeled 1-2, 8-9, 15-16 and 22-23 in CR1. Substitution of portions 
of DAF with homologous CR1 sequences provide forms of DAF with cofactor activity and/or binding activity, 

5 such as is exhibited by CR1 . Similarly, substitutions of portions of MCP with homologous sequences could pro- 
vide forms of MCP with increased binding affinity and cofactor activity and/or increased dissociation activity. 
Similarly, it may be possible to design a more potent soluble complement inhibitor by modifying corresponding 
regions to increase affinity for C4b and C3b or to design soluble complement inhibitors that specifically inhibit 
one part of the complement system. 

10 In addition, substitution of amino acids that alter C3b or C4b binding could be made to noncorresponding 

SCRs of CR1 or other RCA proteins, including the truncated, hybrid and recombined fonns thereof. In such 
cases, specific amino acids can be selected for replacement based on their positions with respect to highly 
conserved amino acids found in characteristic positions in all or most SCRs. In this manner, for example, binding 
sites could be added to SCRs not normally contributing directly to binding capacity. 

15 As used herein, "RCA proteins" refers to proteins encoded by the gene cluster at the genetic region 1q32, 

which encodes six known proteins effective in complement regulation, factor H, C4bp, CR1, CR2, DAF and 
MCP. In addition, an apparent coding region similar to the amino terminal coding region of the CR1 gene has 
been located in this cluster, although it is unclear whether this sequence is expressed (Hourcade, D., et al., J 
BioTChem (1 990) 265:974-980). The term "RCA proteins".also refers to a group of proteins which are comprised 

20 of short consensus repeats (SCR) which can be identified as homologous across members of this famiiy. "RCA 
proteins'* also include truncated, hybrid and recombined forms of the RCA proteins. "Truncated" forms are sim- 
ply shorter versions of the RCA proteins, typically modified so as to remove the C-termlnal regions which effect 
membrane binding or secretion and sometimes modified further by deletion of one or more SCRs. "Hybrid" 
fomns are RCA proteins that are composed of portions, i.e., the SCRs. of one RCA protein combined with SCRs 

25 of one or more other RCA proteins and/or other non-RCA protein domains. "Recombined" forms are those 
wherein the SCRs of an RCA protein are rearranged in a new order. Of course, "RCA protein" also includes 
proteins which result from combinations of these changes. 

The "analogs" of the invention are the above-defined RCA proteins. Including truncated, hybrid, and re- 
combined forms which have been specifically modified by alterations in the amino acid sequences associated 

30 with C3b and C4b binding sites. 

In some preferred embodiments, these modifications are made by using corresponding SCRs of the protein 
as sites for alteration. By "conresponding SCR" is meant the most highly homologous SCR as judged by the 
amino acid sequences of the protein. Exon structure can in some cases facilitate this assignment. Thus, as set 
forth above, SCRs 1-2 of CR1 conrespond to SCRs 2-3 of DAF; in addition, it is known that SCRs 1-2 of factor 

35 H, CR1 , C4bp and MCP are con-esponding sequences among these proteins. As noted above, CR1 Is organized 
into a series of long homologous repeats (LHRs) containing 7 SCRs so thatCRI SCRs 1-7 correspond to CR1 
SCRs 8-14; 15-21; and 22-28. CR2 is organized into a series of long homologous repeats of 4 SCRs in length. 
SCR 1-2 of CR1 corresponds to SCR 3-4. SCR 7-8, SCR 11-12 and SCR 15-16 of CR2. 

In other preferred embodiments, the modifications are made by reference to highly conserved amino acids 

40 found in characteristic positions in all or most SCRs, as further illustrated in the examples below. 

Either of the above strategies can be used to determine "corresponding positions" in the same or different 
RCA protein. 

As shown hereinbelow, the C3b-binding sequence in CR1 , S-T-K-P-P-l-C-Q, can be transferred to conre- 
sponding locations or to locations referenced to conserved amino acids in alternative SCRs to confer C3b-bind- 

45 ing. Conversely, the homologous sequence in SCR-2of CR1, i.e., D-N-E-T-P-l-C-D, can be transferred by sub- 
stitution to such locations in C3b-binding SCRs in order to decrease C3b-binding. 

Similarly, a second C3b-binding sequence in CR1, N-A-A-H, can be transferred to corresponding locations 
or to locations referenced to conserved amino acids in alternative SCRs to confer C3b-binding. Conversely, 
the homologous sequence in SCR-2 of CR1, i.e., 0-T-V-l, can be transferred by substitutions to such locations 

50 in C3b-binding SCRs in order to decrease binding. 

Moreover, a third C3b-binding sequence in CR1 , K-L-K-T-Q-T-N-A-S-D, can be transferred to correspond- 
ing locations or to locations referenced to conserved amino acids in alternative SCRs to confer C3b-binding. 
Conversely, the homologous sequences in SCR-1 of CR1, i.e., R-P-T-N-L-T-D-E-F-E, can be transferred by 
substitutions to such locations in C3b-binding SCRs in order to decrease binding. 

55 Finally, a fourth site significant in C3b-binding, a Y residue, can be transferred to conresponding locations 

or to locations referenced to conserved amino acids in alternative SCRs to confer C3b-binding- Conversely, 
the homologous sequence in SCR-1 of CR1, i.e., S, can be transferred by substitutions to such locations in 
C3b-binding SCRs in order to decrease binding. 
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Ciy:164-172; White, D.J.G., et aL. Transplant Proc (1992) 24:474-476). 

In vivo and general biological effects can be assessed as described by Weisman, et al. (Science (1990) 
249 :146); or Yeh, et al. ( J Immunol (1991) 146 :250). The most potent analogs based on these criteria are can- 
didates for therapeutic agents. 

5 

Utility and Administration 

The analogs of the invention which are capable of binding C3b and/or C4b are useful as diagnostic tools 
in assessing the presence, absence or amount of C3b or C4b or C3b/C4b-bearing immune complexes in bio- 

10 logical fluids. Such assays take advantage of the ability of the analog specifically to bind C3b and/or C4b and 
can be conducted in a variety of formats as is generally known. Formats for specific binding partner assays 
include direct and competitive formats, sandwich assays, agglutination assays and the like. Complexation be- 
tween members of the specific binding pair can be conducted in solution or on a solid phase and can be detected 
using a variety of labeling techniques including fluorescence, radioisotopes, chromophores, and visible partic- 

15 les. 

Typical reagent kits useful in assays for C3b and/or C4b and/or C3b/C4b-bearing immune complexes would 
include the analog specifically binding to the analyte optionally coupled to a solid support and additional labeling 
reagents useful in the assay. For example, one of many formats for the assay might include treating the sample 
to be tested with a solid support to which is coupled the analog of the invention as a "capture" specific binding 
20 partner, washing the support which has been treated with sample suspected of containing analyte, and then 
treating the washed support with anti-C3b or anti-C4b antibody labeled with an enzyme such as horseradish 
peroxidase. The presence of labeled enzyme on a support then is detected by addition of a substrate solution 
which results in the development of a color in the presence of the enzyme. The foregoing is, of course, merely 
illustrative and dozens of possible protocols could be designed which employ and take advantage of the specific 
25 binding properties of the analogs of the invention for C3b and/or C4b. 

The analogs of the invention are also useful in therapeutic and prophylactic contexts. Complement activa- 
tion can account for substantial tissue damage in a wide variety of autoimmune/immune complex mediated syn- 
dromes such as systemic lupus erythematosus, rheumatoid arthritis, hemolytic anemias, myasthenia gravis and 
others. Inhibition of the complement system is likely to be desirable therapeutic intervention in these cases. In 
30 some instances, specific inhibition of the classical pathway alone by RCA analogs could be preferred since 
long-term inhibition of the alternative pathway could lead to grave side effects. 

Inhibition of complement activation could also be desirable in cases that involve tissue damage brought 
about by vascular injury such as myocardial infarction, cerebral vascular accidents or acute shock lung syn- 
drome. In these cases, the complement system may contribute to the destruction of partially damaged tissue 
35 as in reperfusion injury. Highly stringent inhibition of complement for relatively brief periods might be preferred 
in these instances and soluble RCA analogs designed for higher potency may prove especially useful. 

Complement inhibition may also prove important in the prevention of xenograft rejection. It Is possible that 
organs derived from animals transgenic for human DAF or MCP may be protected from complement-mediated 
hyperacute rejection by the expression of transgenic DAF or MCP on the cell surfaces of the xenograft. Animals 
40 transgenic for RCA analogs designed for higher potency may provide more successful xenografts. Soluble RCA 
analogs may also prove useful in protecting the transplant in the recipient. Thus, there are many situations that 
call for inhibition of complement. The ability to modify RCA proteins, and their truncated, recombined and hybrid 
forms allows the design of therapeutic agents appropriate to each case. 

The dosage level and mode of administration of the analogs of the invention depend on the nature of the 
45 analog, the nature of the condition to be treated, and the history of the individual patient. Systemic administra- 
tion is generally required which may be by injection or by transmucosal or transdermal delivery. Administration 
by injection may be intravenous, intramuscular, intraperitoneal or subcutaneous. Fonmulations for injection are 
generally biocompatible solutions of the active ingredient such as Hank's solution or Ringer's solution. Formu- 
lations for transdermal or transmucosal administration generally include penetrants such as fusidic acid or bile 
50 salts in combination with detergents or surface-active agents. The fonmulations can then be manufactured as 
aerosols, suppositories, or patches. 

Oral administration is generally not favored for protein or peptide active ingredients; however, if suitably 
fomnulated so as to be protected from the digestive enzymes, oral administration can also be employed. Suitable 
fonmulations for a desired mode of administration can be found in Remington's Pharmaceutical Sciences , latest 
55 edition. Mack Publishing Co., Easton, PA. The dosage levels and precise formulations are obtainable by routine 
optimization procedures as is generally known in the art. 

The following examples are intended to illustrate but not to limit the invention. 
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Example 1 

Binding Specificity of Truncated CR1 



(SCR l!8 and 1 ?o7scR '''''''' acids of mature CR1 

tJo mo 'JL o^^^^^^^^^^ '° ^'^^^'^ ^ P-^ein designated CR1 4 

as a method to assay Sth s p otern An ibodl piT.M ''"'""noreactivity of CR1 -4, and 

produced CR1-4. ' 134.2580-2587), recognized CR1 and bound to the recombinantly 

logouTinrcXnV^uSl:;^?^^ ^h'' ^ "^^-^^ ''-^^ 

Natl Acad Sci USA (19^ 71^9^^^^^^^^^^^ ^ 

support was able to bind CR1.4 ^^nH fh^ h;«Hi«^ u ^''^'^"'y oy an tLii>A tor CR1. The C4b derivatized 

no, i2.°rL%"'S'o"w ^^^^^^^^ "■ -PPO" so«,e IC3 „« 

uiriuing. i nis Confirms that CR1-4 binds primarily C4b but not iC3 (C3b). 

Example 2 

Construction of CR1-4 Analogs 

scrib^dtoirrnTxampr 1 °;a';''2'arTVb^"?rnr' '"^^^ ^'"^'"^ ^'^^'^''^ '° ^^'^ - 'de- 

tained. Table 2 descrZs s im^e ch^ges to c^^^ analogs constructed and the effects on binding ob- 

scribes Simple changes to a ltaTeXr^^"cR;Vc n'Xch ^CR? To^cm'^r 
by SCR 8-9 of CR1 to result In a fnrm th=.t ^or. , °^ CR1-4 have been replaced 

3 the modmcations areThown by °he nu^^^^^^^ complete CR1 C3b-binding site. In both Table 2 and Table 
respond to those seTforth in Figu e 2 (Trbir2TanH T"" '.'^l? ^^^^^'^^^ '^'^^ """^^^^^ 

SCR-1. SCR-2. SCR-8 and SCR 9 fn CR1 ' ^ ^ ^'"'""^ 
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Table 2 
CRl-4 Mutants 

Desig- C4b- C3b- 

nation Description binding binding 

CRl-4 original peptide + 

ASCR-1 amino acids 1-60 deleted 

ASCR-2 amino acids 61-122 deleted 

1 35:G-*E; 37:S-»Y 

la 35:G-*E - . ' 

lb 37:S-*Y + 

2 44,47,49:1. • ,K. , .S^T, , .D. . .L + 

3 52-54 :T-G-A-*S-S-P + 

4 57, 59 :R. . .R-V, . ,K + 

5 64, 65 :R-N-^K-T +/- 
5a 64:R-*K +/- 
5b 65:N-*T +/. 

6 78, 79 :K-G-*T-D + 
55 7 85, 87:Q. , .K-*R. . .N + 

8 92,94:K. . ,Y-»T. . .H 



20 



25 



30 



40 



8a 92:K-^T +. 

8b 94:Y-»H 

9 99,103:S, . .T-»H. . .E + 

45 10 109-112 :D-T-V-I-*N-A-A-H + 

11 114-117, 121 :D-N-E-T. • .I>*S-T-K-P. , .Q + 

lla 114:I>*S + 



50 



lib 115:N-*T 
lie 116:E-»K 



55 
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Table 2 (canr'r\) 



Desig- 
nation 

lid 
11c, d 
lie 



Description 
117 :T-»P 
116, 117:E-T-»K-P 
121 :D-K3 



llASCRl 1-60 deleted, 114-117 121- 
D-N-E-T. . .I>»S-T-K-P. , !q 



10, 11 

12 

13 

14a 

14b 



109-112 :D-T-V- I-*N-A-A-H • 
114-117, 121 :D-N-E-T, . .D^S-T-K-P, 

K-L-K-T-Q. . .N-A-S-D 
27,29:y. , .N-*S,K 
1,3:Q. . .N-H. . .Q 
6-9:E-W-L-P-D-H-F-L 



C4b- C3b- 
binding binding 



Q Not Done ++ 

Not Done + 
Not Done 
Not Done 
Not Done 
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Table 3 
CRl-4 (C3b) Mutant^g 



Desig- C3b- 
nation Description binding 



CRl-4 CRl-4 with its first 122 amino ++ 
(C3b) acids (SCR 1-2) replaced with CRl 
amino acids 497-618 (SCR 8-9), as 
enumerated by Klickstein, L.B., 
et al., J Exp Med 1£8 : 1699 - 1717 

Ibr CRl-4 (C3b) 37:Y-*S + 

2r CRl-4(C3b) 44,47,49: + + 

T. . .D. . . .K. . .S 

4r _CRl-4(C3b) 57,59: + + 

V • • • 1^— •iC « • . 



6r CRl-4(C3b) 78-79,82: + + 

T-D. . .V-^K-G. . .F 

7r CRl-4 (C3b) 85,87: 

R. . .N-»Q, . ,K 

8r CRl-4 (C3b} 92,94: T...H-K...Y ++ 

9r CRl-4(C3b) 99,103,106: 

H . . . E . . . Ir^S ... T ... I 

lOr CRl-4 {C3b) 109-112: + 

N-A-A-H-^D-T-V-I 

35 llr CRl-4 (C3b) 114-117,121: + 

S-T-K-P. . .Q-D-N-E-T. . -D 

llcr CRl-4 (C3b) 116: K-^E + 



10r,llr CRl-4 (C3b) 109-112,114-117,121: 
N-A-A-H, . .S-T-K-P. . .Q-D-T-V-I. . . 
D-N-E-T. . ,D 

12r CRl-4(C3b) 12-16,18-21: + 

45 K-L-K-T-Q. , .N-A-S-D-»R-P-T-N-L. . . 

D-E-F-B 

lar,5r, CRl-4(C3b) 35,64-65,94: 
8br E. . .KT, , .H-*G. . ,RN. . .Y 

50 

As shown in Tabie 2, deletion of either SCR-1 or SCR-2 results in loss of C4b-binding activity; thus both 
regions are required for binding to C4b. Binding to C3b is conferred by insertion of the SCR-9 sequence S-T- 
K-P-(P-I-C)-Q into SCR-2; however, deletion of SCR-1 also eliminates binding to C3b in this mutant. Thus, bind- 
ing to C3b requires not only the relevant sequence in SCR-2, but an additional portion of SCR-1. The ability 
55 to bind C3b conferred by altering the sequence in SCR-2 does not affect binding to C4b. 

As Table 2 also shows, it is possible to weaken or destroy binding to C4b by altering amino acid 35, 64- 
65 or 94. It is possible to strengthen C4b binding by altering amino acid 92. 

C3b-blnding is also conferred by the insertion of a second SCR-9 sequence. N-A-A-H, into SCR-2. This 
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alteration does not affect binding to C4b. Insertion of both SCR-9 sequences, N-A-A-H and S-T-K-P-(P-I-C) 
Q into SCR-2 results in a greater degree of C3b-binding than either insertion alone. Since these sequences 
are adjacent on SCR-9, they may be part of th same active site, N-A-A-H-(W)-S-T-K-A-(P-I-C)-Q 
^ C3b-binding is also confen-ed by the insertion of a SCR-8 sequence. K-L-K-T-Q-(T)-N-A-S-D. into SCR- 

As Table 3 shows, it is possible to weaken or destroy binding to C3b by altering amino acids 12-16 18- 
21^or ammo acid 37, or amino acids 109-1 12 or amino acids 1 14-1 17, 121 , or amino acids 109-1 12. 114-117, 

rl^T '^^k"^ '"dicate that by manipulation of C3b and C4b binding sites in CR1 the affinity and specificity 
2,- nr"A ''^/'t^;^^. Similar alterations may be made to corresponding regions in additional members of 
tne KCA protein family. 

Example 3 

Soluble C R1 Analogs Which Specifically Inhibit the Classical Pathway 

Soluble CR1 forms in general can be constructed by introducing a translational stop codon in the correct 
reading frame, into the CR1 coding sequence of a CR1 construct. One example of this strategy was used by 
We^man et al. (Sgence (1 990) 249:146) in the construction of a CR1 form that is 30 SCRs in length truncated 
a thea amneat position 1931. the first amino acid of the transmembrane segment of full length CR1. This solu- 
1 IL.T'" ^"'^'^ '° ^^^^^ illustrated as a starting material for the production of analogs but many 
hl Klir r« above or the (CR1)2-F(ab-)2 chimeric complement inhibitor described 

by Kalli, K^R..et al., JEx^Med (1991) 174:1451-1460) could also be used as starting material. This sCRI form 
, ^^''-'""^'"9 ^«9ion SCR 1-2. and the two identical C3b-binding regions, SCR 8-9 and SCR 15- 
Iriio I h"/ ^^-^^Med (1988) 168:1699). All three of these regions are corresponding sequences as 
prev^usly defined. In addition. sCRI contains a fourth corresponding region, SCR 22-23. for which there is no 
reported binding activity. 

nf r^?K ^il^"!"^.°^ SCRI analogs has increased inhibition of the classical pathway by virtue of enhanced binding 
of C4b. Illustrative modifications that increase C4b binding include: 

1. The affinity of the primary C4b active site in SCR 1-2 is increased by replacing K at position 92 by T 
This enhances the C4b coenzyme functions and dissociation functions in that region 

2. The affinity of other conresponding regions of CR1 to C4b are increased by modifying positions in other 

^ ^2 and 94 to include G (or structurally similar A), R. N 

r ^' ^' ^®^P®°"'^«'y: preferably G, R. N, T. and Y. respectively. This, too, could increase 

he use of the primary C4b active sites in SCR 1-2. and establishes C4b coenzyme function or dissociation 
function at those corresponding regions. 

As shown in Table 2, replacement of any of 5 specific amino acids of SCR 1-2 of CR1-4 with the corre- 
sponding amino acids of SCR 8-9 modifies C4b-binding capacity of CR1-4. Replacement of G at position 35 
with E or replacement of Y at position 94 with H abolishes detectable C4b binding. Replacement of R at position 
64 with K and/or replacement of N at position 65 with T results in lower detectable C4b binding. Replacement 
of K at position 92 with T appears to increase C4b binding of CR1 -4 

Using the above Information, modifications are made for any or all four of the CR1 corresponding regions 
discussed above that lead to higher inhibition of the classical pathway as follows: SCR 1-2, the primary C4b- 
^nH Ih^ T ? ^ T;^.'""'^'''^'^ replacement of K at position 92 with T as in CR1-4 mutant # 8a. SCR 8-9 
and the identical SCR 15-16 are modified by reversing the replacements that decreased C4b-binding of CR1- 

t u'^f °" v^'''' '"^ '^-'^ '^ replacement of E at positions corresponding 

to 35 with G. H at positions corresponding to 94 with Y (or F), K at positions con-esponding to 64 with R and T 
at positions co^esponding to 65 with N (or Q). Using these same principles. SCR 22-23 is modified by replace- 
ment of G (or A) at the position corresponding to 64 with R. P at the position corresponding to 65 with N (or 
Q), E at the position corresponding to 92 with T and F at the position corresponding to 94 with Y 

Since the three regions corresponding to SCR 1-2 are highly homologous in amino acid sequence to SCR 
.nd'r.lr'^ two of them, SCR 8-9 and SCR 15-16 already have low levels of C4b binding activity detectable 
1 n^roT f substitution of one ormore of those 4 amino acids found to be important for C4b-bind- 
ing in SCR 1-2 into the corresponding positions in SCR 8-9, SCR 15-16. and SCR 22-23 facilitates the C4b- 
binding capacity of all three corresponding regions. These substitutions result in higher affinity of sCR1 for C4b 
and result in the establishment of new coenzyme or dissociation functions or improvement in the capacity of 
the coenzyme and dissociation functions present on the sCRI starting material 

in a second family of CR1 analogs that are specific inhibitors of the classical pathway, the capacity of CR1 



14 



EP 0 512 733 A2 

to inhibit the alternative pathway is decreased. Wong and Farell (J Immunol (1991) 146 :656) showed that at 
least two C3b-binding sites were necessary for efficient in vitro inhibition of the alternative pathway convertases 
while only one C3b-binding site was needed for the efficient in vitro inhibition of the classical pathway. 

As shown in Example 2, substitution of a short stretch of amino acids in SCR 1-2 of CR1-4 with correspond- 
5 ing amino acids of SCR 8-9, specifically, replacement of D-N-E-T from positions 114-1 17 with S-T-K-P and 
replacement of D at position 121 with Q, confers C3b-binding capacity to CR1-4. Replacement of any of these 
amino acids singly or E-T with K-P do not result in detectable increase in C3b-binding. None of these substi- 
tutions results in detectable changes in C4b binding. Since positions 118-120 are P-l-C in both SCR 1-2 and 
SCR 8-9, it is believed that the entire amino acid sequence S-T-K-P-P-l-C-Q is essential for the observed in- 
to crease in C3b-binding. 

Also shown in Example 2. replacementof D-T-V-l from positions 109-112 with N-A-A-H confer C3b-binding 
capacity without detectable changes in C4b binding. Replacement of both sites at once, D-T-V-I-(W)-D-N-E- 
T-(P-I-C)-Q with N-A-A-H-(W)-S-T-K-P-(P-l-C-)-Q, confers a higher binding capacity than either substitution 
alone. 

15 Also shown in Example 2, replacement of R-P-T-N-L-(T)-D-E-F-E from positions 12-21 with K-L-K-T-Q- 

(T)-N-A-S-D confers C3b-binding capacity as does replacement of S at position 37 with Y. 

Modification of one of the two primary C3b-binding sites reduces inhibition of the alternative pathway mark- 
edly without substantial effects on inhibition of the classical pathway (Wong and Farrell, J Immunol (1991) 
146.656). Specifically, S-T-K-P-P-l-C-Q at positions corresponding to 114-121 in SCR 15-16 or SCR 8-9 in 

20 sCRI is replaced with D-N-E-T-P-l-C-D, to reduce C3b-binding capacity. Some structurally similar amino acids 
may also be substituted in the D-N-E-T-P-l-C-D sequence. This results in a soluble CR1 analog with only one 
remaining strong C3b-binding site, and thus lower affinity for alternative pathway targets. Since C3b-binding 
appears necessary for coenzyme activity, such a modification also lowers C3b coenzyme capacity. 

Similarly, modification of one of the two primary C3b-binding sites in order to reduce inhibition of the alter- 

25 native pathway could be accomplished by other sequence substitutions. Specifically, replacement of N-A -A- 
H in the CR1-4(C4b) analog from positions 109-1 12 with D-T-V-l reduces C3b-binding capacity. Replacement 
of both sites at once, N-A-A-H-(W)-S-T-K-P-(P-I-C)-Q with D-T-V-I-(W)-D-N-E-T-(P-I-C)-Q reduces C3b-bind- 
ing capacity more than either substitution alone. Also shown in Example 2, replacement of K-L-K-T-Q-(T)-N- 
A-S-D with R-P-T-N-L-(T)-D-E-F-E from positions 12-21 also reduces C3b-binding capacity as does replace- 

30 ment of Y at position 37 with S. Some structurally similar amino acids may also be substituted in the D-T-V-l, 
D-T-V-I-(W)-D-N-E-T-(P-I-C)-Q, and R-P-T-N-L-(T)-D-E-F-E sequences. Since C3b-binding appears neces- 
sary for coenzyme activity, the above modifications would also lower C3b coenzyme capacity. 

The ability to reduce C3b-binding to varying degrees, by utilizing one or more of the above substitutions, 
would result in analogs with differing affinities for alternative pathway targets. Thus, a variety of analogs would 

35 be produced that may each be suitable for different situations. 

Thus, In the design of a classical pathway inhibitor, two general classes of substitutions are proposed: One 
class is designed to increase C4b activity and the other class to reduce C3b activity. To produce an effective 
and specific classical pathway inhibitor, some or all of the above substitutions are made. 

40 Example 4 

A More Potent Soluble CR1 Analog 

A stringent inhibitor of the complement system has applications where higher potency is required. In this 
45 example, the sCRI sequence is used as starting material for a family of analogs of higher inhibitory capacity 
for both classical and alternative pathways. Other CR1 truncated, full-length, recombined or hybrid forms or 
CR1 could also be used. 

As noted above, the sCRI protein contains four corresponding regions of interest: SCR 1 -2, SCR 8-9, SCR 
15-16 and SCR 22-23. The primary C4b-binding site is within SCR 1-2 and the two primary C3b-binding sites 

50 are in SCR 8-9 and SCR 15-16. SCR 22-23 has no reported binding activity although it is highly homologous 
in amino acid sequence to the other three corresponding regions. 

Substitutions already described in previous examples are introduced into the four corresponding regions 
of interest in order to increase the affinity of sCRI for its C3b and C4b-containing targets. These modifications 
are designed to increase the use of existing coenzyme and dissociation functions and may establish new coen- 

55 zyme and dissociation functions. The introduction of amino acid sequences significant to C3b-binding into the 
C4b binding region probably would not interfere substantially with C4b activities since two such substitutions 
in CR1-4 did not detectably alter the C4b binding properties of CR1-4. The introduction of amino acids signif- 
icant to C4b-binding into C3b-binding regions probably would not interfere substantially with C3b-binding ac- 
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liTwhrchm? ^'^^^'^"''^'"'^-'''"^^'ng occurs in CRI.4 mutant 10, CR1-4 mutant 11 and CR1-4 mutant 10 11 
1 2 ^f'cRrr h!" ^"^'"P'^^- different substitutions of short stretches of amino acids into SCR 

A mr.r^ ^^f^ . . ^'^^ ^ '"creases the affinity of SCR1 for C3b 



Example 5 
DAF Analogs 



conveisesTu^doet no 51^^^^^^^^^^^^ T C4b-containing 

tivation of C3b or (JbTt wo jd be d^^^^^^^^^^ f cofactor for factor l-mediated proteolytic inac- 

activity Of DAF or of truncatXlmred'rhS^^^^ ToT'' '"^^^^^^ -^"'-'V 

1^ ^qo/ /Th^r-T . ^° ^'^''^ homology between DAF SCR 2-3 and CR1 SCR 8 Q 

norp,tL;nrhi:r:"c™r " '^^^ '° ™r 'i,isrp 

ofS-D-P-L-P-E.C »ith S.T K % P Tr n I t '.^u '"""^^s »>« '"""y •>' DAF for C3b. Replacemem 

^^^^ 
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of xenograft r jection. Animal donors transgenic for such a DAF analog are used to supply organs for trans- 
plantation to human recipients. 

Example 6 

5 

Soluble MCP Analogs That Specifically Inhibit the Classical Pathway 

The membrane-bound complement regulator MCP binds both C3b and C4b and serves as cofactor for the 
factor l-medlated inactivation of both C3b and C4b, It could be attractive as a soluble complement inhibitor, 
10 especially if it were reconstructed to have multiple binding sites as in sCR1 . One embodiment Is use of a longer 
MCP form consisting of two or more tandem repeats of MCP SCR 1-4 as starting material. Analogs of this ex- 
tended MCP are classical pathway-specific. As generally described for sCR1 in Example 3, all or some MCP 
repeats are modified to enhance C4b binding, and all but one MCP repeat are modified to decrease C3b-bind- 
ing. 

15 The MCP SCR 1-2 conresponds to CR1 SCR 1-2; thus, several amino acid substitutions proposed for mod- 

ifications of SCR 8-9 from CR1 In Example 3 will contribute to a greater affinity of MCP for C4b: Replacement 
of P at MCP position 66 (as enumerated by LiszewskI et al., Ann Rev Immunol (1991) 9:431) by R (or K), es- 
pecially R; replacement of Y at MCP position 67 by N (or Q), especially N; replacement of E at MCP position 
95 by T. 

20 The SCR 8-9 amino acid sequence that confers C3b-binding to CR1 -4, S-T-K-P-P-l-C-Q, is closely match- 

ed in the corresponding MCP positions 117-124 (S-G-K-P-P-l-C-E). Replacement of these MCP amino acids 
with those from SCR 1-2 (D-N-E-T-P-l-C-D) ofCR1 reduces C3b-binding at each MCP region modified. Some 
structurally similar amino acids can be substituted in the D-N-E-T-P-l-C-D sequence. 

Several amino acid substitutions will contribute to a greater affinity of MCP for C3b. Replacement of the G 

25 at MCP position 118 with T and replacement of the E at MCP position 124 with Q (or N) increases C3b-binding. 
In addition, replacement of S-V-A-l at position 112-115 with N-A-A-H, replacement of A-M-E-L-l-G-K-P-K-P- 
Y at position 9-19 with K-L-K-T-Q-T-N-A -S-D, and replacement of F with Y at position 35 also increases C3b- 
binding. 

One embodiment used as the starting material is a 16 SCR-long tandem repeat of MCP SCR 1-4 that ter- 
30 minates directly following the 1 6th SCR, thus comprising four corresponding long homologous repeats (LHRs). 
In the Illustrative analog, all corresponding regions are enhanced as described above to increase C4b affinity, 
and all but the LHR second from the amino terminal end are modified to suppress C3b-binding. The second 
LHR is modified to increase C3b-binding. This analog is a specific classical pathway inhibitor. 

35 Example 7 

Analogs of Factor H 

Factor H is a plasma protein consisting solely of 20 SCRs. Factor H exhibits C3b-binding and C3b cofactor 
40 and dissociation capacity but no apparent ability to inactivate or bind C4b. Since factor H has already evolved 
as a plasma protein, it could be advantageous to use it as the starting material for soluble RCA analogs. Al- 
though the active sites of factor H are not precisely known, a proteolytic fragment composed of the first 5.5 
SCRs of factor H exhibits C3b-binding and cofactor activity (Alsenz et al., Blochem J (1984) 389). 

To increase the affinity of factor H for C3b- binding, S-T-K-P-P-l-C-Q is introduced into several of the SCRs, 
45 none bearing a close correspondence to CR1 SCR 8-9. In one embodiment, the first six SCRs are left unmo- 
dified, thus retaining the original active site(s), and the remaining fourteen SCRs are modified by substitution 
of the S-T-K-P-P-l-C-Q into the posltion(s) homologous to CR1 . Some structurally similar amino acids can sub- 
stitute in the S-T-K-P-P-l-C-Q sequence. Homologous positions are readily identified because the W that pre- 
cedes this C3b-binding segment is found in most SCRs (it is found in all factor H SCRs except SCR 10 and 
50 SCR 20) while the C within the C3b-binding segment is found in all the known SCRs. 

Other CR1 sequences can be introduced to the factor H SCRs at positions homologous to CR1 to increase 
the capacity of factor H for C3b-binding: N-A-A-H, K-L-K-T-Q-T-N-A- S-D and Y. Some structurally similar ami- 
no acids could substitute in the N-A-A-H, K-L-K-T-Q-T-N-A- S-D and Y sequences. 

While not all substitutions will necessarily confer added binding activity, since these factor H SCRs are less 
55 homologous to the CR1 SCR 1-2 and CR1 SCR 8-9 regions. However, at least some modified H SCRs gain 
C3b-blnding capacity, resulting in a factor H analog with much higher affinity for C3b. As discussed above, high- 
er affinity would lead to the greater use of the active sites already present in the first six H SCRs. 
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Example 8 

A CR1-4 Analog as a Potent Classical Pathway Inhibitor 

CR1-4 protein is a secreted fonn of CR1 that is composed of the first 8 1/2 N-terminal SPRc «f fh» r^-, 
receptor (Hourcade et a.., J Exp Med (1988) 168:1 255; 4ch e. al. (1991 ,n press ZJe no p^otet or mes 
senger corresponding to CR1-4 has been isolated in vivo, the CR1 4 cDNA Ls lo^Jd fmn. L h 
rnyelocytic cell line, and there Is a suggestion that CR^ H^RNA ma alsoTe pTodu eTb^h^^^^^^^^^^ 

of Exam^'p^e ? Torlls'^T ■? ^' k '"'"^^ '"''"^ '° '='^'^"'^""9 P'^^'"- ^'^an the sCRI 

whirh h«c ^"^5.,^":"''"®^ increased as follows, using as a starting material either CR1-4 or CR1 4 

168 1fi^ !n , C4b-binding (Klickstein et al., J Exp Med (1988^ 

168.1699). so modifications in this region do not interfere with the C4b capac ty already inher enUn CR1 4 Ami 
no acid sequence comparisons (Klickstein et al., J Exp Med (1987) 1 65 1 0QS anH t?^ / ? 
.spectlve coding regions Of the CR1 gene (Hou;c^5^ 

TLnT 'l^^o' "'''^"'^ relatedness between SCR 5-6 and SCR 1-2, ai^/sCR 8 9 

ition 349 with Y also increases C4b affinity. SCR 5-6 is also modified by replacement of N S S V P V C 
»«h N-A.A-H CR, SCR « J,.' L^e'tT^D « p^lo?^^^ 

«.««y sMar .mino .c* can subsfi.u,, ,„ ,he K-L-K-T-Q^-N-A-S-D N^i H a„d Y f^^'cj. 
Claims 

wJich"l°a,o?has''c3VaTdt ct h^'J "'^'"''"^ ^ ^ "^'-^ '^--^ 

wnicn analog has C3b and/or C4b binding properties different from said RCA protein. 

m 1210?^^^'"" ' "'Hf C3b-bindlng and wherein positions corresponding to positions 
114-121 of CR1 are modified in at least one SCR to contain the sequence S-T-(K/R)-P-P.(|/i%7c (S) 

3. The analog of claim 2 wherein said positions corresponding to positions 1 14-121 of CR1 ar^ mnHifi^H f« 
contain the sequence S-T-K-P-P-l-C-Q. modified to 

^" m 121 '3 CR?"" ' " D^' C3b-binding and wherein positions corresponding to positions 
C-(D/E) ^'^'^ '° (D/E)-(N/Q)-(E/D)-T-P-(IJ^! 

lo'^taTtS s«e D-n:1-;!p1cT°" ^^^^^^^-^'"^ ^ ^^"^^l of CR1 are modified to 

6. The analog of any one of the preceding claims which has enhanced C4b binding and wherein at least on^ 
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8. The analog of any one of claims 1-5 which has enhanced C4b binding wherein at least position 92 of CR1 
or a position corresponding thereto is modified to T. 

9. The analog of any one of claims 1 -5 which has reduced C4b binding wherein at least one of positions cor- 
responding to 35, 64. 65, 92 and 94, of CR1 is substituted by an amino acid residue different from that at 
said position and from that of said conresponding position 35, 64, 65, 92 and 94 of CR1 . 

10. The analog of any one of claims 1-9 wherein the RCA protein is CR1-4, sCRI, DAF or MCP. 

11. The analog of claim 10 wherein said CR1-4 is modified by a change selected from the group consisting 
of: 

amino acids 1-60 deleted; 
amino acids 61-122 deleted; 
35:G->E; 37:S-^Y; 
35:G->E; 
37:S->Y; 

44,47.49:1. ..K...S->T...D...L; 

52-54:T-G-A^S-S-P; 

57,59:R...R->V...K; 

64,65:R-N^K-T; 

64:R-^K; 

65:N^T; 

7879:K-G->T-D; 

85.87:Q..,K->R...N; 

92,94:K...Y->T...H; . 
92:K^T; ^ 
94:Y->H; 

99,103:S...T-^H...E; | 

1 09- 11 2:D-T-V-I-*.N-A-A-H; 

114-117,121:D-N-E-T...D->S-T-K-P...Q; 

114;D^S; 

115;N->T; ^ 
116;E->K; 2 
117;T-^P; ^ ^ 

116,117;E-T^K-P; 
121;D->Q;and 

1-60 deleted, 1 14-1 17,121 :D-N.E-T...D->S-T-K-P.,.Q. 

12. A method to detect the presence, absence or amount of C3b and/or C4b in a biological sample which meth- 
od comprises contacting said sample with the analog of any one of claims 1-11 under conditions which 
effect complex formation between said analog and any C3b and/or C4b and samd sample; and 

detecting the presence, absence or amount of the complex. 



13. A pharmaceutical composition for modulation of complement activity which composition comprises an 
amount of an analog according to any one of claims 1-11 effective to obtain said modulation in admixture 

^ with at least one phanmaceutically acceptable excipient. 

14. An analog according to any one of claims 1-11 or a pharmaceutical composition according to claim 13 for 
use in a method of medical treatment to modulate the complement system. 

50 15. A DNA sequence in purified and isolated form which encodes the analog of any one of claims 1-11. 

16. An expression system which is capable, when transformed into a compatible recombinant host cell, of ex- 
pressing a DNA encoding the analog of any one of claims 1-11; said expression system comprising a DNA 
encoding said analog operably linked to control sequences compatible with said host. 



17. A recombinant host cell transformed with the expression system of claim 16. 

18. The transformed host cell of claim 17 which Is a mammalian cell. 
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19. The transformed host cell of claim 17 which is a part of a transgenic animal. 



20. 



A method to produce an analog of an RCA protein including the truncated, hybrid and recombined form 
thereof, which analog has C3b and/or C4b binding properties different from the RCA protein Including the 
truncated, hybrid and recombined form thereof, said method comprising culturlng the cells of claim 17 un- 
der conditions wherein said DNA encoding the analog is expressed to produce said analog- and 
recovenng the analog from the culture. 

21. A method to modify an RCA protein including the truncated, hybrid and recombined forms thereof as to 
alter its binding properties to C3b, which method comprises replacing an amino acid sequence in said RCA 
protein including the tnincated, hybrid and recombined forms thereof, which corresponds to amino acids 
1 14-121 of CR1 with the amino acid sequence S-T-K-P-P-l-C-Q or with the amino acid sequence D-N-E- 
T-P-'-C-D. 



22. A method to modify an RCA protein including the truncated, hybrid and recombined forms thereof so as 
to alter its binding properties to C4b. which method comprises replacing an amino acid in said protein in- 
cluding the truncated, hybrid and recombined forms thereof, which corresponds to at least one of positions 
35, 64, 65, or 94 of CR1 with an amino acid other than G, R, N, and Y, respectively. 

23. The method of claim 22 wherein said substituting amino acids are E, K, T and H, respectively. 

24. A method to modify an RCA protein including the tmncated, hybrid and recombined forms thereof so as 
to alter its binding properties to C4b, which method comprises replacing an amino acid at a position cor- 
responding to position 92 of CR1 by T or K. 
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